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Experimental Seminar No 3 

Ac *k ■ r~ Toshie Fujishima^) 

• Synthesis of 2methyl-20epi la,25(OH)2VD3 derivatives • ! 
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i Make diluted solution series by concentration preparation of la,25(OH)2VD3. #344/ 
j^#346 according to Xmax e = 18000. 



< Bo urn . Jh^rms . l/PR. a <r) %WwMyi 

| phosphate-potassium buffer)^ / f^-Q^ 0 • 3 M 



f>H 7A . ... 



XVTT 
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lf*2>DH:^-ttt v •*«ii&flt5S;&tt S. *> J&A L(lot.l 10431) " . 
1 7 y -ffr (#J 25mg) £ 0.05M 'J V® 0.5M ti *) V bJ<v 7 7 - (pH 7.4) 55 ml 
K»»Lfc. VZ* 5 > Dilfr^x? — 50 (il t U-fc7? -T§&500jil 

£ Ei^-C 1 Hffta 7 W > * a ^ - h L la^S-COH^HlVD,?^ 50 »\ £ 

<T> la^S-COH^^HlVD, \± f * X V y >- 3 - f K-f- * a - L X &<L^Jf <P££^ 

U ±i£K?&->y £ * xMACS-n)5rtDx.-CiftH-r5t£S- * 9 > h Ltzo A>i3l, 

M9 5 y DW&i&Wftimt 50%«-&-ffl#t4«KSr la.25-(OH) 2 VD 3 £ 100 £ ' I 

LttloJtmiFilLt, ^ 



The content (about 25 mg) of an ample of a Bovine Thymus Vitamin D receptor (lot. 
110431), which was purchased from YAMASA SYOUYU KABUSHIKIGAISYA, was 
dissolved in 55 mi of a 0.05 M phosphate 0.5 M potassium buffer (pH 7.4). After 
preincubation of 50 ul of ethanol solution of Vitamin D derivative with 500 ul of 
receptor solution for 1 hr at room temperature, 50 ul of la,25-(OH)2[3H]VD3 solution 
was added to the pre -incubation mixture so that the final concentration became 0.1 nM 
and the mixture was incubated overnight at 4*C. Both of the bound and non*bound 
(free drug is precipitated by sticking with DCC) la,25-(OH)2[3H]VD3 in the mixture 
was centrifuged after treatment of dextran coated charcoal, liquid scintillation cocktail 
(ACS II) was added to the supernatant, and the radioactivity of the resultant mixture 
was measured. 

The binding affinity of a compound to be tested for the Vitamin D receptor was 
expressed by a relative intensity ratio based on 100 for la,25(OH)2[3H]VD3 by 
determining the concentration which inhibits the binding of the hot by 50%. 
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Sit NfoCLZfiQzZ EAj&ft. ?ft$i&*fo*7&'Z brTPKSLZ*&±\. M<f$0<t± 

/ Side chain sulfone 980 mg (3 eq) in dry THF (1.5 ml) was added to HMPA 1.5 ml (7 v 
eq) under Ar atmosphere and the mixture was cooled to — 78*C after make the 
mixture homogeneous. n-Buli (1.6 M in n-hexane) 2.3 ml (3 eq) was added 
dropwise to the mixture and stirred for 20 min at -78 *C. Iodo form 7 525 mg 
(1.20 mmol) in dry THF (2 + rinse 1 ml) was dropwise added to the mixture and 
stirred for 1 hr at -78 *C. Sat. NH4C1 was added to the mixture and the resultant 
mixture was extracted with EA. The extract was combined with organic phase and 
this solution was washed with brine, dried over MgS04, filtrated, and evaporated. 
The residue was purified by silica gel column chromatography (EA-n-hex = 1-8), 503 mg 
(y. 72%) of colorless oil 8 was obtained with 145 mg of the starting material 7 (28%) 
C was recovered. / 

i#3id) 

^8 165 mg (0.28 mmol) was dissolved in dry THF 3 ml and dry MeOH 3 ml, Na2HP04 
3.0 g, 5% Na-Hg 9.8 g was added to the mixture and stirred overnight under Ar • 
atmosphere at rt. The reaction mixture was diluted with ether and the resultant 
mixture was filtered through celite. The filtrate organic phase was washed with 
brine, dried over MgS04, filtrated, and evaporated. The residue was purified by silica 
gel column chromatography (EA:n-hex = 1:9), 80 (y. 64%) mg of colorless oil 9 was 
obtained with 11 mg (7%) of the starting material was recovered. 



(#3/0 
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(The protected form 9 80 mg (0.18 mmol) was dissolved in MeOH 3 ml, TsCl«H20 174 
mg (0.91 mmol) was added to the mixture and stirred overnight at rt. MeOH was 
evaporated from the reaction mixture and the residue was purified by silica gel 
column chromatography (EA:nhex = 1:2), 43 mg (y. 85%) of colorless oil was obtained. ^ 



Lyfe^L"? SmaM pact of j&cck ^ _t X/f;*^— h. yt/^lr'/^ 



ft. 



f The alcohol 10 117 mg (0.41 mmol) was dissolved in CH2C12 (10 ml), 4AMS 30 mg was \ 
added to the mixture and stirred for 5 min under Ar atmosphere at rt. TPAP 84 mg 
(0.24 mmol) was added to the mixture and the resultant mixture was filtered 
through small pad of silica gel after 1 hr 20 min. The filtrate was evaporated and 
the residue was purified by silica gel column chromatography (EA:n-hex = 1:1), 100 mg 
(y. 87%) was obtained. 
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j (BromomethyOtriphenyl phosphoniura bromide 389 mg (5 eq) in dry THF (1.5 ml) was 
cooled to -60T: under Ar atmosphere and 1.0 M NaHMDS 0.86 ml (4.8 eq) was 
added to the mixture. The resultant mixture was reacted for 1 hr at -60^ and the 
mixture was transferred to H 50 mg (0.18 mmol) in dry THF (1.5 ml). The 
reaction mixture was reacted for 1 hr under the reaction temperature was warmed 
-60T: — Ot: — rt. n-Hexane was added to the reaction mixture and filtered 
through celite. The filtrate was evaporated and the residue was purified by silica gel 
column chromatography (EA:n hex = IS - 1:3), 36 mg (y. 56%) of pale yellow oil 12 

\was obtained. 
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' 12 17 mg (0.048 mmol) was dissolved in toluene 0.3 ml, Et3N 0.45 ml was added to the 
mixture (under Ar atmosphere). (dba)3Pd2*CHC13 1.9 mg (0.03 eq), Ph3P 2.5 mg 
(0.3 eq) were added to the mixture. A-ring part 13 mg (0.034 mmol) in toluene 
(150 ul + 50 ul) was added to the mixture under stirring of the mixture at rt. The 
resultant red-black colored solution was changed to yellow solution during stirring 
for 10 min at rt. The resultant mixture was reacted for 2.5 hr in an oil bath at 
120 *C. The reaction mixture was filtered, the filtrate was evaporated, and the 
residue was treated with short column chromatography (Si02, EA^n-hex = 1:3), yellow 
oil was obtained. (The next reaction was carried out without purification) 

The protected form was dissolved in MeOH 1.0 ml, CSA 11 mg (0.047 mmol) was added 
to the mixture, and stirred overnight at rt under Ar atmosphere. MeOH was 
evaporated, water was added to the resultant residue and extracted with EA. The 
combined organic phase was washed with brine, dried over MgS04, filtrated, and 
evaporated. The residue was purified by silica gel column chromatography (EA^nhex 
= l ; l), 9.3 mg (y. 63%) of colorless crystal was obtained. 

Purification by HPLO 
j column: LiChrosorb RP-18 (7 urn), 10 x 250, No. 301291 

' solvent^ Acetnitrile • water = 70 : 30 

*v flow rate 7.0 ml / min with recycle r 
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1^ 12 15 mg (0.042 mmol) was dissolved in toluene 0.3 ml, Et3N 0.45 ml was added to the 
mixture (under Ar atmosphere). (dba)3Pd2-CHC13 1.7 mg, Ph3P 2.5 mg were 
added to the mixture. A-ring part 13 mg (0.034 mmol) in toluene (150 ul + 50 ul) 
was added to the mixture under stirring at rt and the mixture was stirred for 10 
min. The resultant mixture was reacted for 4 hr in an oil bath at 120 *C. The 
reaction mixture was filtered through celite, the filtrate was evaporated and the 
residue was treated with short column chromatography (Si02, EA:nhex = 1:3), yellow 
oil was obtained. 

The protected form was dissolved in MeOH 1.0 ml, CSA 11 mg (0.047 mmol) was added 
to the mixture, and stirred overnight at rt under Ar atmosphere. MeOH was 
evaporated, water was added to the resultant residue and extracted with EA. The 
combined organic phase was washed with brine, dried over MgS04, filtrated, and 
evaporated. The residue was purified by silica gel column chromatography (EA^nhex 
= l:i),4.5 mg (y. 31%) of colorless crystal was obtained. 

| < Purification by HPLC> 



same condition as 20 epi Ds. 
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